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Identification of β-glucosylceramides (soya cerebrosides) in the glycolipid mixture
The glycolipid mixture (Fraction D on HPLC, Fig. 2 ) was dissolved in pyridine (1 mL) and the mixture was treated with acetic anhydride (200 μg) and left overnight at room temperature. The mixture was diluted with 1 mL of water and extracted with dichloromethane. The dried sample was then purified with silica gel open column (0.5 mm i.d. × 30 mm). The silica gel chromatography resulted in the isolation of a spot, which appeared to be peracetylated β-glucosylceramides (soya cerebrosides) based on preliminary NMR and MS analyses. Thus, a commercial β-glucosylceramide sample (soya cerebrosides; Avanti Polar Lipids) was obtained and also subjected to the same peracetylation protocol.
13
C-NMR spectra of the acetylated products from JTT and the commercial soya cerebrosides showed identical chemical shifts. The only difference between the two samples was the ratio between the cis-and trans-isomers at C-8.
The sample from JTT contained a roughly 1:1 ratio of the cis-and trans-isomers, whereas the commercial sample was predominantly the trans-isomer (Fig. 1S) .
It is unusual to observe a large proportion of the cis-isomer in natural sources. The origin of the cis-isomer is not clear. It is possible that photoisomerization of the double bond occurred during the preparation of JTT and/or during our purification. If photoisomerization is the reason, however, it would be somewhat strange that only the isomers at C-8 are obtained, even though there is another double bond at C-4 on the sphingoid base. carbons corresponding to C-4, C-5, C-8, and C-9. Cis (c), trans (t). Other than the ratio of cis-/trans-isomers, the two samples were identical.
High-resolution ESI MS analysis of the glycolipid mixture
The glycolipid mixture (Fraction E on HPLC, Fig. 2 ) was subjected to HR ESI MS analysis using an Agilent Technologies 6210 Time-of-Flight Mass Spectrometer equipped with an Agilent Technologies 1200 capillary HPLC system. The ESI MS (positive mode) exhibited several major ions, namely, m/z 597.4118, 738.5474, and 939.6010 (Fig. 2S) Other than the ratio of cis-/trans-isomers, the two samples were identical. 
Endotoxin Assay
Endotoxin levels of fractions E and F were examined with a Pierce LAL Chromogenic Endotoxin Quantitation Kit (Pierce Biotechnology) using the protocol provided by the manufacturer. The assay showed that the endotoxin levels of Fractions E and F were below the detection limit (0.1 EU/mL). Thus, the observed activity of these fractions cannot be explained by endotoxin contamination. 
